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· A large prep of the plasmid DNA can be made and purified by cesium chloride (CsCl) gradient or a Qiagen column.
· Linearize 50μg of targeting vector. Digest in approx. 300ul using approx.12 μl enzyme/25μg DNA for 2-3 hrs.
· Run 1 μl on gel to check that linear.
· Phenol/chloroform extraction twice.
· Precipitate DNA with 3 M sodium acetate and ethanol.
· Wash pellet with 70% ethanol twice and leave at this step until ready to use.
· Resuspend DNA in H2O (1mg/ml) incubate 1 h @37 C.

· Re-run about 0.5 μl on gel to make sure that have DNA. 



